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tors of carcinogenesis of squamous origin, including oral carcinomas. In our hypoth-
esis, the a isoform of DNp63 might represent an early marker for identifying
neoplastic tissues left behind after surgical ablation of an oral carcinoma. To dem-
onstrate this hypothesis, we are prospectively screening DNp63a overexpression in
surgical margins. In one of our analysis we found a correlation between DNp63a
overexpression and the presence of tumoral cells subsequently confirmed by histol-
ogy. This observation supports our hypothesis while waiting for the main study to be
completed.c 2005 Elsevier Ltd. All rights reserved.
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0Introduction
Surgery remains the elective therapy for oral can-
cer. As important as the complete tumor ablation,
the clearance of surgical margins at the primary
site is widely thought to influence the subsequent741-9409/$ - see front matter c 2005 Elsevier Ltd. All rights rese
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oral or oropharyngeal carcinoma. The 5-years
tumor-specific survival of patients with a positive
margin is poorer by 12% than for those patients
with a negative margin, since 66% of patients with
positive margins develop a primary site recur-
rence.1 McMahon et al. suggest to remove a 1-cm
macroscopic margin2 but often a tissue undergoing
a malignant transformation maintains normal
anatomical features, and is therefore difficult torved.
Figure 1 Retrotranscription and PCR amplification of
mRNA coding for DNp63a and GAPDH (internal control) in
tumor, controlateral healthy mucosa and three different
surgical margins after tumor ablation. One of the margins
130 B. Mognetti et al.diagnose properly as tumoral at a gross morpholog-
ical analysis. Hence, it is of paramount importance
to find early diagnostic factors through which rec-
ognize a tissue undergoing tumoral transformation
before any morphological changes occur. A good
candidate to this goal might be DNp63a, an isoform
of p63 (a member of the p53 gene family3) lacking
the NH2-terminal transactivation domain. The DN
isoforms block p53 activities by competing for
DNA binding sites and therefore favor cell prolifer-
ation.4 Their expression has already been docu-
mented in oral5 as well as in other tumors6 of
squamous origin. Currently, we are screening the
morphologically normal clean surgical margins to
detect any possible correlation between DNp63a
expression and relapse. This prospectic work will
require several years. Here we report a case we
have recently identified and that we consider sig-
nificant for supporting our hypothesis.(no. 3) expresses as much DNp63a as the tumor tissue.
Figure 2 Histological analysis of surgical margin no. 3.
A nest of neoplastic cells of squamous origin is shown.Case report
A 68 year-old male patient was operated to surgi-
cally remove a lesion of the right floor of mouth
previously diagnosed as squamous carcinoma of
the oral mucosa. The patient never underwent
chemotherapy or radiotherapy before surgery.
The exsected clean surgical margins were routinely
analyzed by the pathological service, whose first
analysis considered the margins as clean. We
snap-froze a tumor fragment, a portion of the ab-
lated margins and a sample of healthy controlat-
eral mucosa (considered as baseline control) and
screened them for DNp63a messenger RNA (mRNA)
expression by retrotranscription and polymerase
chain reaction (RT-PCR). We found that DNp63a
mRNA expression in one of the margins was 6.6
folds higher than the baseline level, and compara-
ble to that measured in the tumor (Fig. 1). In this
same margin, only a more accurate and time con-
suming histological analysis on seriated slides later
recognized the presence of neoplastic cells of
squamous origin (Fig. 2).H & E, bar = 40 lm.Discussion
We show that the identification of DNp63a mRNA
overexpression by RT-PCR in tissue surrounding a
neoplastic lesion correlated with the presence of
tumor cells (which could be a micrometastasis or
a second primary tumor) as confirmed by histolog-
ical analysis. This technique permits to analyze,
by extracting and pooling mRNA, the whole tissue
fragment, while, in order to individuate a smallneoplastic mass by histology, the section has to in-
clude it. This might be difficult when the lesion is
composed by a few cells, and the histological anal-
ysis risks to neglect it. Therefore, we consider this
test a good method to screen the clean surgical
margins to support the classic histological analysis.
We will follow up for long periods a large number of
patients to verify if a correlation can be estab-
lished between DNp63a positivity in left-in place
tissues and relapse. If DNp63 overexpression, as it
DNp63a as early indicator of malignancy in surgical margins of an oral squamous cell carcinoma 131seems, occurs early in the development of squa-
mous carcinomas,6 it may have important implica-
tions in early detection strategies and, therefore,
on the poor prognosis characterizing this kind of
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